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Patients
Peripheral blood mononuclear cells (PBMCs) or peripheral blood lymphocytes (PBLs) were collected from melanoma patients with loco regional resectable disease (stage III), scheduled for regional lymph node dissection at different time points during the course of their disease (n=10). All patients underwent immunotherapy using autologous monocyte-derived matured dendritic cells loaded with KLH and tumor antigen in our department as described in the original study and indicated in Supplementary Table 1 (1). Briefly, patients underwent leukapheresis and monocytes were isolated and within 5 -8 days were differentiated into monocyte-derived DCs using IL-4 and GM-CSF. KLH is added to this culture at day 4 after isolation. Subsequently, DCs were activated using monocyte-conditioned medium enriched with prostaglandin E 2 and TNFa, and loaded with cancer antigens by pulsing with gp100-or tyrosinase-derived peptides. Finally, the prepared DC vaccine was administered to patients intradermally or intranodally at 12 -17´10 6 dendritic cells per injection. All patients received DCs in three cycles, with three fortnightly injections per cycle, except for the 1st cycle where four injections were given. A subset of the included patients also received subcutaneous injections of interleukin-2 (IL-2) (at 9 MIU) once daily for one week starting at three days after each DC vaccination (Supplementary Table 1 
Flow cytometry and Gating strategy
B cell subsets were characterized using a gating strategy adapted from Berkowska et al.
(Supplementary Figure 1) After washing, patient KLH-specific antibodies were detected with monoclonal mouse antihuman IgG (Invitrogen, clone HP6017, diluted 1000 times in 1% PBA), IgM (Invitrogen, clone HP6083, diluted 1500 times in 1% PBA) antibodies, or polyclonal goat anti-human IgA (Cappel, diluted 3000 times in 1% PBA) that are labeled with horseradish peroxidase. After 1 hour of incubation, plates were washed and 100 μL/well 3,3ʹ 5,5-tetramethyl-benzidine was added as a substrate (Dako). After five minutes the reaction was stopped with 100 μL/well 1M sulfuric acid and plates were measured in a microtiter plate reader (Tecan) at 450 nm. An isotypespecific calibration curve for the KLH response was included on each microtiter plate (4).
B cell expansion and ELISPOT
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